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Abstract
During parasitoid development, the immature parasitoid is confined to the host species. As
a result, any potential to modify the physiology or behaviour of the host could play an impor-
tant role in parasitoid fitness. The potential for host manipulation by the aphid parasitoid
Aphidius avenae to increase cold thermotolerance was investigated using the aphid host
species Metopolophium dirhodum and Sitobion avenae. Aphids were parasitized at L3/L4
instar stage (5 d old) and allowed to develop into pre-reproductive adults (10 d old) contain-
ing a 5 d old parasitoid larva. A control group was created of non-parasitized pre-reproduc-
tive adults (10 d old). The inherent physiological thermotolerance (LT50) and potential
behavioural thermoregulation (behaviour in a declining temperature regime) of parasitized
and non-parasitized aphids were investigated. Results revealed no effect of parasitism on
the physiological thermotolerance of S. avenae and M. dirhodum. Significant differences in
the behaviour of parasitized and non-parasitized aphids were observed, in addition to differ-
ences between host species, and such behaviours are discussed in view of the potential for
host manipulation.
Introduction
When subjected to unfavourable thermal conditions, an organism’s survival is governed by its
inherent physiological thermotolerance. For ectothermic organisms, although comparatively
limited in their ability to internally thermoregulate, the inherent physiological thermotoler-
ance that they do possess is conferred via a variety of biochemical and physiological mecha-
nisms [1, 2]. In addition to inherent physiological thermotolerance, organisms may employ
behavioural mechanisms as a form of thermoregulation, such as habitat selection across large
spatial scales, involving extensive seasonal migrations to suitable overwintering sites [3], or
microhabitat selection such as basking or burying [4, 5].
Whilst the role of physiological thermotolerance and behavioural thermoregulation of ecto-
therms is well studied, parasitic organisms and parasitoids pose an interesting scenario due to
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their dependence upon a host species to complete their lifecycle. Parasitoid insects, for exam-
ple, which are largely dominated by the order Hymenoptera [6], lay their eggs on or within a
host species and are consequently intricately linked to their host during the immature instar
stage [7]. Their ability to utilise behavioural thermoregulation during immature development
is subsequently severely reduced. Furthermore, should the host die prior to parasitoid pupa-
tion, so too will the developing parasitoid. As a consequence, any potential to modify the
behaviour or physiology of the host could play an important role in parasite and parasitoid fit-
ness [8].
Changes in physiology or behaviour following parasitization by a parasitoid wasp (or infec-
tion by a parasite more generally) may evolve if the change results in greater fitness, either to
the parasite or to the host [9, 10]. Indeed, the majority of documented changes to parasitized
animals are behaviours, considered parasite adaptations, acting to enhance transmission suc-
cess [9]. Host adaptations are also plausible whereby changes may enhance host fitness, for
example by aiding parasite removal or compensating against the effects of parasitization [9,
11]. However, to be truly considered an adaptive manipulation and not simply a pathological
by-product of infection, the change must result in an increase in fitness for either the parasite
or the host; a variable that is often difficult to measure [9].
Within the context of parasitoid wasps, documented changes to the host following parasiti-
zation fall into the category of parasite adaptations, with enhanced parasitoid fitness com-
monly attributed to behavioural changes induced in the host which bring about a reduction in
the rate of predation and hyperparasitism [12–14], However, whilst host manipulation by par-
asitoids is well documented, the potential for host manipulation to enhance thermotolerance is
a topic that has received considerably little research attention. There is evidence to suggest that
a parasitoid may alter both the physiology and the behaviour of the host to withstand or avoid
unfavourable thermal conditions, although both mechanisms have been studied in isolation.
Physiological changes to the host following parasitization within the context of thermal tol-
erance have received little research attention [15, 16] and have not been studied for the aphid
parasitoids. However, comparison of two separate studies suggests that physiological modifica-
tion acting to aid thermotolerance may occur in the Russian wheat aphid, Diuraphis noxia,
when parasitized by Aphelinus albipodus, Aphelinus asychis and Diaeretiella rapae. Here, non-
parasitized D. noxia possessed a supercooling point of -25˚C [17]. However, the supercooling
point is lowered to -30˚ and below when parasitized [18], suggesting that parasitism may
enhance the cold tolerance of the host via physiological changes. Since the parasitoid is intri-
cately linked to its aphid host, premature death of the aphid (i.e. prior to parasitoid pupation)
will result in the death of the parasitoid also. Therefore, any ability to enhance the thermotoler-
ance of the aphid host, thus enhancing aphid survival at unfavourable temperatures, would
concurrently act to increase parasitoid survival and thus fitness.
In contrast, the potential for behavioural host manipulation by parasitoids has received
much research attention since the early work of Brodeur and colleagues [12, 13, 19]. Host
manipulation by parasitoids resulting in a beneficial change in host behaviour has now been
documented in Drosophila species (D. melanogaster and D. subobscura) parasitized by Asobara
species [20, 21] and aphids including the pea aphid (Acyrthosiphon pisum) and the potato
aphid (Macrosiphum euphorbiae) parasitized by Aphidius species [12, 19, 22]. Here, beha-
vioural host manipulation to aid thermotolerance has been attributed to the occurrence of
alternative pupation sites by parasitized and non-parasitized insects. For insects, the choice of
pupation site carries important survival consequences since during this immobile stage of
development, insects are vulnerable to the hazards of desiccation, climatic conditions, fungal
infection, predation and parasitism, and hyperparasitism [20]. There therefore exists strong
selection to optimize the timing and location of pupation to reduce the potential risks [20]. As
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such, any ability of the parasite to modify pupation site of the host which reduces such risks
and aids survival shall be favoured by selection. In aphids parasitized by Aphidius ervi, mum-
mification occurred on the adaxial leaf surface in the upper plant canopy. Here, temperatures
are approximately 2˚C higher than the preferred microhabitat of non-parasitized aphids: the
mid-canopy [22]. Since this new habitat is closer to the optimum development temperature of
the parasitoid, this observation is suggestive of behavioural host manipulation by the parasitoid
to ensure pupation occurs under more favourable thermal conditions [22]. A similar behav-
iour was reported for aphids of M. euphorbiae parasitized by Aphidius nigripes, whereby aphids
parasitized by non-diapausing parasitoids mummified in the upper canopy; believed to pro-
vide a passive thermoregulation advantage to the developing parasitoid [19]. In contrast,
aphids parasitized by diapausing parasitoids mummified in concealed microhabitats, offering
protection against low temperatures [12]. Variation in pupation site may further act to reduce
the risk of hyperparasitism [12, 19]. For this reason, elucidating the exact driving force behind
these behavioural modifications is complicated and such behaviours could be the result of
multiple selection pressures.
Whilst much research has focused on the effect of parasitism on site of pupation, little is
known about the effect of parasitism on behaviours attributed to behavioural thermoregula-
tion. Aphids have been shown to engage in dropping-behaviour in response to unfavourable
temperatures [23, 24]. It is believed that this dropping-behaviour, also observed as an escape
mechanism against predatory attack [25, 26], enables the aphid to quickly escape to more ther-
mally suitable environments, thus avoiding thermal stress and enhancing survival [23]. Since
the majority of adaptive changes following parasitization involve simple increases or decreases
in an activity already performed prior to infection [9], this dropping behaviour displayed by
aphids could provide a pre-existing behaviour on which host manipulation could act.
The current paper aims to provide the first study to investigate the potential for manipula-
tion of both physiological and behavioural aspects of cold tolerance. Cold tolerance was cho-
sen, since cold stress represents an important selective pressure acting on aphid parasitoids in
North-western France [27]. The focus species for the study include the aphid parasitoid Aphi-
dius avenae Haliday (Hymenoptera: Aphidiinae) and two of its cereal aphid prey, Metopolo-
phium dirhodum Walker and Sitobion avenae Fabricius (Homoptera: Aphididae). Two aphid
species were selected for experiments because aphid parasitoids are capable of utilising multi-
ple aphid species as hosts. These two aphid species are already known to differ in their inherent
thermal tolerance capacities, with S. avenae being significantly more cold tolerant than M. dir-
hodum [24]. Furthermore, aphid hosts are known to impact the morphology and some life his-
tory traits of the emerging parasitoid [28, 29]. As such, an effect of host species cannot be ruled
out and may impact the intensity and / or the form of host manipulation observed, particularly
if host species differ in their inherent thermal tolerance. By comparing parasitized and non-
parasitized aphids, the current study investigates the potential for the aphid parasitoid A. ave-
nae to manipulate the physiological thermotolerance (as determined by measurement of the
LT50) and behavioural thermoregulation (as determined by studying behaviour in a declining
temperature regime) of two species of its cereal aphid hosts, S. avenae and M. dirhodum.
The following hypotheses are tested: 1) Parasitized aphids display lower values of LT50 (i.e
are more cold tolerant) than non-parasitized aphids as a result of physiological host manipula-
tion, 2) Physiological thermotolerance will differ between aphid species, regardless of parasit-
ized status, due to differences in their thermal tolerance capacity, with S. avenae being more
cold tolerant [24]. This in turn will impact the intensity and / or the form of host manipulation
observed for each species, with a greater degree of manipulation required for less thermal tol-
erance hosts i.e. M. dirhodum 3) Parasitized and non-parasitized aphids will display different
behaviours at low temperatures as a result of behavioural host manipulation, with parasitized
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aphids displaying behaviours beneficial to low temperature survival e.g. increased dropping
behaviour [23].
Materials and Methods
Aphid collection and rearing
Stock cultures of anholocyclic Sitobion avenae and Metopolophium dirhodum were established
using aphids originally collected between March and May 2014 in the LTER site Armorique
(48˚ 36 ’N, 1˚ 32’ W). Permission was obtained from local landowners prior to aphid collection
and field work did not involve endangered or protected species. Over 50 aphids of each species
were originally collected from the field and an initial quarantine period was carried out to
ensure that the aphids were not host to parasitoid wasps before aphids were added to the cul-
ture. Aphids were reared on winter wheat, Triticum aestivum, ‘Renan’ cultivar grown in ver-
miculite within Plexiglas cages (50 x 50 x 50 cm) and housed in a controlled environmental
room at 20±1˚C and LD 16:8 h photoperiod.
Parasitoid collection and rearing
Aphid mummies (dead aphids containing a developing parasitic wasp pupa) were collected in
wheat, triticale and clover fields near Rennes (Brittany, France) in October and November
2014, approximately 3 to 4 months prior to use in experiments. Resultant parasitoids to emerge
from the mummies where first identified to the species level and individuals of Aphidius ave-
nae retained and used to establish a laboratory culture. A minimum of 50 parasitoids were
used to establish the culture, with additional mummy collection occurring throughout Decem-
ber and January to maintain genetic diversity of the laboratory culture. The A. avenae culture
was maintained within Plexiglas cages (50 x 50 x 50 cm) at 20±1˚C and L16:D8 on the aphid S.
avenae and fed on a solution of honey and water. Pots of winter wheat infested with S. avenae
were added to the cages containing the parasitoid wasps three times a week to provide the
wasps with a continuous supply of aphid hosts.
Obtaining parasitized and non-parasitized aphids for experiments
To obtain aphids parasitized by A. avenae, aphid nymphs were selected from aphid stock cul-
tures and examined under an optical microscope. Individual nymphs were selected of the L3
and L4 nymphal stage (approximately 5d old at 20˚C), which represents the preferred instar
for the Aphidius parasitoids [30–32]. Using a fine paintbrush, ten L3/L4 nymphs were placed
simultaneously in a Petri dish containing a mated female of A. avenae. The Petri dish was
observed by eye until the female A. avenae had oviposited within an aphid. The parasitism suc-
cess rate of Aphidius species has been shown to be greater than 95% [33]. The newly parasitized
aphid was subsequently removed from the Petri dish and a new aphid nymph placed inside.
Aphid density within the Petri dish was maintained at approximately ten to ensure a relatively
high encounter rate between the parasitoid and the aphid prey. The procedure was repeated
until the required number of parasitized aphids for the experiment in question was obtained.
During the course of the experiment, over 20 different female wasps were used to obtain para-
sitized aphids with each female parasitizing no more than 20 aphids. Newly parasitized
nymphs were placed within a microcage (L = 16 cm,Ø = 4 cm) comprised of winter wheat
grown in vermiculite at densities of 15–20 nymphs per cage and allowed to continue develop-
ment for 5 days at 20±1˚C and L16:D8. At 10d old (pre-reproductive adult stage), the aphids,
each containing a 5d old parasitoid larva, were used for experiments. A total of 545 S. avenae
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(283 parasitized) and 568 M. dirhodum (234 parasitized) were used to complete the experi-
ments detailed below.
Experiments were also performed on a control group of non-parasitized individuals. To
obtain non-parasitized aphids, the procedure detailed above was repeated with the exception
that the aphid nymphs were not parasitized by A. avenae. Aphids were taken from the stock
culture at the L3/L4 stage, transferred to microcages and kept at the same conditions as the
parasitized aphids before use in experiments at 10d old.
To minimise potential maternal effects, caused due to a telescoping of generations exhibited
by aphids [34], treatment and control aphids were reared within microcages containing young
wheat blades of similar age (approximately 4 days since sowing) and density. Microcages were
subsequently kept within the temperature controlled chamber and thus at identical conditions
to stock culture aphids.
Determination of lower lethal temperature (LT50)
When measuring inherent physiological thermotolerance, a measure commonly employed in
the literature is that of the lethal temperature 50 (LT50); that is, the temperature at which an
experimental population experiences 50% mortality [24, 35–39]. The LT50 offers an easy to
measure reference point of thermotolerance, enabling rapid comparison between treatment
groups.
LT50 was determined for apterous pre-reproductive adults of M. dirhodum and S. avenae
obtained using the method detailed above. A ‘direct plunge’ protocol was employed [40, 41].
For this, test aphids were directly exposed to a single low temperature for a duration of 2 h.
This was repeated with multiple test aphids exposed to a series of sub-zero temperatures (in
the region 0 to -12˚C at 1˚C intervals) to encompass a range of temperatures which resulted in
approximately 100% aphid survival at the high temperature end, through to 0% survival at the
low temperature end. Due to inter-species variation in thermal tolerance, the range of expo-
sure temperatures was tailored to each species to incorporate 0 to 100% mortality. For this rea-
son, the number of test insects required to calculate an LT50 value for each species was not
identical. For each exposure temperature, 30 parasitized and 30 non-parasitized aphids were
placed within 0.5ml Eppendorf tubes at densities of ten individuals per tube. The Eppendorf
tubes were then placed individually within a glass boiling tube and the boiling tubes sealed
with a sponge stopper to limit air circulation and maintain a stable internal environment. The
boiling tubes were held within a test tube holder and lowered into the alcohol bath (Haake F3,
Thermo Electron Corp., Karlsruhe, Baden-Wu¨rttemberg, Germany) set to the desired sub-
zero temperature. A thermocouple was placed within an empty Eppendorf tube, set up in the
same way as the tubes containing the aphids, enabling the accurate monitoring of the tempera-
ture that the aphids experienced.
Following the 2 h exposure period, test aphids were transferred to recovery tubes to recover
at the culture temperature of 20˚C. Recovery tubes were constructed from blades of T. aesti-
vum placed within small glass boiling tubes (Ø = 10 mm). Cotton wool soaked in water was
placed in the bottom of each tube to keep the T. aestivum fresh for the duration of aphid recov-
ery. The cotton wool was then covered in a layer of fine sand to prevent aphids coming into
contact with the water, and the tubes sealed with fine netting. Survival was assessed 48 h after
exposure. At 20˚C, parasitoids pupate within the aphid host, forming an aphid mummy, at
approximately 9–10 days following parasitization. Assessing survival after 48 h therefore
resulted in individual aphids of the parasitized treatment containing a 7 d old parasitoid larva
and ensuring pupation did not occur during the duration of the experiment. The procedure
was repeated for each exposure temperature. A handling control was set up on each day of
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experiments, as detailed above, with the exception that the aphids remained at 20˚C for the
duration of the exposure period. The experiment was repeated for both parasitized and non-
parasitized M. dirhodum and S. avenae.
Determination of aphid behaviour at extreme low temperatures
Aphid behaviour in a declining temperature regime was measured for apterous pre-reproduc-
tive adults of M. dirhodum and S. avenae using a glass column connected to a programmable
alcohol bath [24] to elucidate variation in aphid behaviour between parasitized and non-para-
sitized aphids in response to a sudden cold stress.
To obtain host plant material, individual grains of winter wheat were sown in plastic cylin-
ders (L = 9 cm,Ø = 2.5 cm in diameter) containing moist vermiculite. The diameter of the
plastic cylinders was chosen because it allowed the cylinders containing the wheat blade to be
inserted into the glass column, thus enabling the use of live plant material in experiments as
opposed to excised material. Wheat was selected for experiments following 6–9 days of growth
at 20˚C when the wheat blades measured approximately 7cm in height.
In all experiments, 5 new aphids (i.e. not aphids previously used in the determination of
LT50) were transferred onto the adaxial surface of a single wheat blade using a fine paintbrush.
The aphids were allowed to settle onto the wheat blade during a 30 min acclimatization period.
The plastic cylinder containing the single wheat blade and test aphids was subsequently
inserted into the bottom of the glass column pre-set to the culture temperature of 20˚C and
the glass column sealed with a sponge stopper to reduce air flow and maintain a stable thermal
environment within the inner column. The programmable alcohol bath was set to decrease the
temperature of the column from 20˚C to -10˚C at a rate of 0.75˚C min-1. The rate of 0.75˚C
min-1 was chosen to prevent inducing a rapid cold hardening response in the test aphids [42,
43]. Furthermore, the relatively short duration time of the experiment acted to increase the
likelihood of aphid movement being the direct consequence of the stress exposure and not
spontaneous movement. This is because aphids feed almost continuously on the host plant
[44] and will move on or from the plant only in the case of stress e.g. temperature stress [23],
predation threat [25, 45] and plant senescence [46].
The main behaviours exhibited by aphids when exposed to the declining temperature
regime were categorised in accordance with the behaviours detailed in Alford et al. [24]. Three
main categories of behaviour were established including: 1) the aphid actively walked from the
wheat; 2) the aphid dropped from the wheat; 3) the aphid remained attached to the wheat until
-10˚C was reached. -10˚C was chosen because, at this temperature, aphids have long ceased
movement and have entered a state of chill coma (a temperature induced torpor), and, as such,
no additional movement from the wheat is observed [24]. During the experimental cooling
regime, behavioural responses were scored for each aphid as one of the pre-established catego-
ries of behaviour, along with the current temperature within the glass column. Temperature
was recorded manually from the thermocouple display reading to an accuracy of 0.1˚C. The
experiment was repeated with the treatment group of parasitized M. dirhodum and S. avenae
and the control group of non-parasitized aphids to obtain results for 30–40 individuals of each
species x treatment combination.
Statistical analysis
The temperature resulting in 50% mortality of the experimental populations at low tempera-
ture exposures (the LT50) was determined using Probit analysis in MINITAB, version 17
(Minitab Inc., State College, Pennsylvania). Handling controls resulted in 99–100% survival
across all treatments. The natural response rate was therefore assumed to be close to zero and
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not included in the model. Significant differences in mortality were identified by non-overlap-
ping 95% fiducial limits [24, 47]. To analyse aphid behaviour in a declining temperature
regime, categorical data were analysed using a chi-square test in MINITAB version 17 to deter-
mine if the proportion of individuals exhibiting each behaviour type differed between the
treatment groups and species. Of the aphids which dropped from the wheat, the temperature
at which this occurred was analysed to determine any effect of parasitism on this behaviour.
Distribution fitting analysis was performed for each species x treatment group to determine
which distribution best described the data. The normal distribution was found to provide the
best overall fit for the data. Parametric distribution analysis was subsequently performed using
normal as the appropriate distribution to allow for comparison of scale and location parame-
ters. Individual comparisons were made using Bonferroni 95% confidence intervals [48–50].
Results
Lethal temperature
LT50 did not significantly differ between non-parasitized individuals and individuals parasit-
ized by A. avenae of the cereal aphid species, M. dirhodum and S. avenae (Fig 1). The LT50 of S.
avenae was significantly lower than M. dirhodum, irrespective of treatment.
Aphid behaviour at extreme low temperatures
The behaviours exhibited by parasitized M. dirhodum during low temperature exposure
proved significantly different from the remaining treatment groups (χ22 = 6.693, p = 0.035),
Fig 1. Lower lethal temperatures (LT50) ± 95% fiducial limit (˚C) of non-parasitized adults and adults parasitized by Aphidius
avenae of the aphids Sitobion avenae (indicated by circle symbols) and Metopolophium dirhodum (indicated by triangle
symbols) acclimated at 20˚C. Parasitized individuals are represented by filled symbols. (Notations are as follows: Sa = Sitobion
avenae, Md = Metopolophium dirhodum, P = aphids parasitized by Aphidius avenae, NP = non-parasitized aphids) (Sa-NP n = 220;
Sa-P n = 237; Md-NP n = 294; Md-P n = 201).
doi:10.1371/journal.pone.0168693.g001
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with significantly more parasitized M. dirhodum actively walking from the wheat during low
temperature exposure (9% compared to 0%) (Fig 2). For this group, 0 aphids actively walked
from the wheat, 19 aphids dropped from the wheat, and 21 aphids remained attached to the
wheat out of a total of 40. There was no significant difference in the behaviours exhibited by
parasitized S. avenae, non-parasitized S. avenae and parasitized M. dirhodum during low tem-
perature exposure (χ24 = 6.317, p = 0.177) (Fig 2). For this group of non-significance, 15 aphids
actively walked from the wheat, 40 aphids dropped from the wheat, and 66 aphids remained
attached to the wheat out of a total of 121. Although more parasitized S. avenae individuals
actively walked from the wheat during low temperature exposure than non-parasitized indi-
viduals (17% compared to 10%), this difference did not prove significant (Fig 2).
Of the aphids which dropped from the wheat, there was no significant effect of parasitism
on the temperature at which this occurred for S. avenae, as indicated by the location parame-
ters (χ21 = 0.90, p = 0.343) (Fig 3). However, for M. dirhodum, there was a significant effect of
parasitism on the temperature of dropping behaviour (χ21 = 4.20, p = 0.040), with parasitized
individuals dropping from the wheat at significantly higher temperatures than non-parasitized
individuals (mean temperature of dropping ± 95% CI of -3.8 ± 1.4˚C and -5.3 ± 0.5˚C respec-
tively) (Fig 3). In addition, there was a significant effect of parasitism on the spread of drop-
ping behaviour data, as indicated by the scale parameters, for both S. avenae (χ21 = 8.46,
p = 0.004) and M. dirhodum (χ21 = 14.05, p< 0.001). For both species, the spread of data for
parasitized individuals was significantly greater than for non-parasitized individuals,
Fig 2. The relative proportion of behaviours exhibited by non-parasitized adults and adults parasitized by
Aphidius avenae of the aphids Sitobion avenae and Metopolophium dirhodum when subjected to a
declining temperature regime from 20˚C to -10˚C at 0.75˚C min-1. Behaviours include: 1) the aphid actively
walked from the wheat (light grey); 2) the aphid dropped from the wheat (dark grey); 3) the aphid remained attached
to the wheat to temperatures of -10˚C (black). Significant differences are indicated by letter superscripts. (Notations
are as follows: Sa = Sitobion avenae, Md = Metopolophium dirhodum, P = aphids parasitized by Aphidius avenae,
NP = non-parasitized aphids) (Md-NP n = 40; Md-P n = 33; Sa-NP n = 42; Sa-P n = 46).
doi:10.1371/journal.pone.0168693.g002
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indicating that non-parasitized individuals dropped from the host plant over a more com-
pressed temperature range (Fig 3).
Discussion
Manipulation of physiological thermotolerance
Due to the parasitoid being confined to an aphid host during development, any ability to mod-
ify the behaviour or physiology of the host to aid survival could be vital to parasitoid fitness
[8]. The current study found that the temperature of LT50 did not significantly differ between
non-parasitized and parasitized individuals of S. avenae and M. dirhodum, suggesting that the
aphid parasitoid A. avenae is unable to modify the aphid’s physiology to aid thermotolerance
and thus not consistent with hypothesis 1. Behavioural host manipulation is well documented
in the literature [12, 13, 19–22], with several publications already on the manipulation of aphid
behaviour by their parasitoids. Conversely, the ability to manipulate physiological aspects of
thermal tolerance has rarely been demonstrated. Behavioural mechanisms may thus represent
the most parsimonious route by which host manipulation may occur. Nonetheless, compari-
son of work performed by Butts [17] and Nowierski and Fitzgerald [18] suggests a change in
physiological thermotolerance following the parasitization of D. noxia and, as such, both beha-
vioural and physiological aspects should be studied to provide a complete investigation into
the mechanisms of host manipulation. It is further plausible that the ability to manipulate the
thermal physiology of the host may be dependent upon the ability of the parasitoid to manipu-
late the host. That is, the parasitoid used in the current study, Aphidius avenae, may be unable
to significantly manipulate the host’s thermal physiology, whilst Aphelinus albipodus,
Fig 3. Mean temperature of dropping behaviour (˚C) ± 95% confidence intervals for non-parasitized adults
and adults parasitized by Aphidius avenae of the aphids Sitobion avenae and Metopolophium dirhodum
acclimated at 20˚C. These aphids represent the same test individuals as indicated by the dark grey bar in Fig 1.
(Notations are as follows: Sa = Sitobion avenae, Md = Metopolophium dirhodum, P = aphids parasitized by Aphidius
avenae, NP = non-parasitized aphids) (Sa-NP n = 13; Sa-P n = 11; Md-NP n = 19; Md-P n = 16).
doi:10.1371/journal.pone.0168693.g003
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Aphelinus asychis and Diaeretiella rapae can [17, 18]. Furthermore, it is also possible that aphid
hosts may differ in their susceptibility to physiological manipulation.
Whilst no effect of parasitism on physiological thermotolerance was observed, S. avenae
was consistently more cold tolerant than M. dirhodum, irrespective of treatment, thus support-
ing hypothesis 2. This confirms previous research that found adult S. avenae to be significantly
more cold tolerant than M. dirhodum [24]. Furthermore, this species difference in cold toler-
ance is maintained following parasitism.
Manipulation of behavioural thermoregulation
Although results suggest that A. avenae is unable to manipulate physiological thermotolerance,
effects of parasitism on aphid behaviour were observed, offering support to hypothesis 3, with
differences according to the host species. For M. dirhodum, significantly more parasitized indi-
viduals than expected walked from the wheat when exposed to extreme low temperatures than
non-parasitized individuals. Although more parasitized S. avenae walked from the wheat, this
difference in behaviour proved non-significant. It is possible that the observed behaviour of
parasitized M. dirhodum actively leaving the wheat could represent a form of behavioural ther-
moregulation, with the aphid, containing the parasitoid larva, seeking out more favourable
microhabitat in response to the sudden and unexpected change of temperature. Fine-scale
migration by aphids to avoid unfavourable conditions has been observed in Myzus persicae in
response to host plant senescence, with aphids migrating to younger leaves of higher nutri-
tional value [46]. It is plausible that fine-scale migration may also be employed to seek out
microhabitat of more favourable thermal conditions. Altered microhabitat choice post-parasit-
ization could therefore act to enhance parasitoid fitness by reducing detrimental cold expo-
sure, and, as such, may be considered a parasite adaptive change in behaviour.
In line with the host suicide hypothesis [51], an alternative explanation for the observed
behaviour is that there is no host manipulation. Instead, parasitized aphids move away from
the colony in order to protect the colony, comprised of closely related kin, from potential
future parasitism. Using the pea aphid, Acyrthosiphon pisum, and the parasitoid Aphidius ervi
as the study system, McAllister and Roitberg [51] found that parasitized aphids exhibited sui-
cidal behaviour by enhancing their probability of dying to the benefit of the aphid colony. The
behaviour of moving away from the colony could thus prove adaptive if it acts to reduce future
parasitism rates of the colony. This would be particularly true in aphid species exhibiting an
anholocyclic lifecycle in which parthenogenetic reproduction occurs since aphids in close
proximity are likely to be genetically identical clones and, as such, the fitness benefits of sui-
cidal behaviour would be great. Such a change in behaviour would thus represent a host adap-
tive change as opposed to a parasite adaptive change (i.e. host manipulation), acting to
minimise the effect of parasitism on the genetic clone [9, 11].
Of the aphids that dropped from the wheat, parasitism by A. avenae did not impact the
relative frequency of individuals exhibiting the behaviour. However, parasitism did nega-
tively impact the temperature at which this occurred for M. dirhodum. Parasitism signifi-
cantly raised the temperature of dropping behaviour of parasitized M. dirhodum. For S.
avenae, parasitism did not significantly impact the temperature at which dropping behav-
iour occurred. Recent work by Ma and Ma [23] suggests that aphids employ dropping
behaviour to avoid unfavourable high temperatures, in a similar way in which dropping
behaviour is employed to escape from predators [25, 26; 45]. Since parasitized M. dirhodum
dropped from the plant at warmer sub-zero temperatures than non-parasitized individuals,
this could provide evidence that aphids may also employ dropping behaviour to avoid unfa-
vourable low temperatures.
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Results further revealed parasitism to increase the temperature range over which individu-
als dropped from the wheat for both species. This result could suggest a detrimental impact of
parasitism on the normal functioning and physiology of the aphid host, either as a result of the
direct trauma of being parasitized, biochemical changes, or resource utilisation by the parasit-
oid, with the impacts of parasitism on normal host development and functioning well docu-
mented in the literature [52–54]. Alternatively, this increased range over which parasitized
aphids fall from the wheat could represent intraspecific variation in the ability of the parasitoid
to manipulate the host or the host to resist manipulation.
It is interesting to note that significant differences in the behaviour of parasitized and non-
parasitized individuals were observed for M. dirhodum only. Whilst we cannot rule out the
possibility that observed differences result from variation in life history of the two species,
inter-species differences could indicate variation in the susceptibility of the species to host
manipulation, offering support to hypothesis 2. However, S. avenae exhibits a significantly
higher level of cold tolerance than M. dirhodum and displays a high propensity to actively walk
from a plant at unfavourable low temperatures [24]. As such, there may be less selection pres-
sure acting on the ability to manipulate host cold tolerance, since the inherent physiological
thermotolerance of the aphid is great enough to permit survival at the temperatures commonly
experienced in the cereal fields of temperate Europe. This theory requires further testing and
could form the basis for future research.
The current study therefore highlights changes to aphid behaviour following parasitization
by the aphid parasitoid wasp A. avenae, further revealing variation in the degree of post-infec-
tion change between host aphid species. Since the majority of adaptive changes following
infection by a parasite are attributed to increasing or decreasing the frequency of an already
pre-existing behaviour [9], the increased propensity of parasitized M. dirhodum to walk from
the plant at unfavourable temperatures could represent an ability of A. avenae to subtly manip-
ulate a pre-existing aphid behaviour to avoid temperature stress. However, when interpreting
such results, Poulin [9, 10] warns that care must be taken since observed changes may simply
be a pathological side-effect of parasite infection. This is particularly true in cases where the
observed change appears to benefit neither the host nor the parasite [9]. In the current study,
the experimental set-up did not enable the measurement of resultant parasitoid fitness and, as
such, we cannot conclude with certainty if the observed changes to aphid behaviour are benefi-
cial to the parsitoid. However, since there is much research evidence to suggest that manipula-
tion by parasitoids impacts the mobility of the hosts [12, 14, 19–22], it is possible that the
change in behaviour observed in the current study is also favourable to the parasitoid host and,
if shown to enhance parasitoid fitness, may be classified as host manipulation and not simply a
pathological by-product.
Conclusion
Parasitism by A. avenae did not affect aphid physiological thermotolerance, as measured by
LT50. However, a significant difference between the behaviour of parasitized and non-parasit-
ized M. dirhodum was observed, with parasitized M. dirhodum displaying a higher propensity
to actively walk from the wheat following exposure to low temperatures than non-parasitized
M. dirhodum. In addition, parasitized M. dirhodum dropped from the wheat at significantly
warmer temperatures than non-parasitized individuals. Such behaviours could suggest an abil-
ity of the parasitoid to manipulate the host to aid survival at low temperatures, and that aphids
may differ in their ability to be manipulated. With recent research suggesting that ectotherms
do not possess the physiological thermal safety margin as once thought [55], behavioural ther-
moregulation could become increasingly integral to the persistence of ectotherms, especially
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in the face of global climate change. This could put increasing pressure on parasitoids and fur-
ther increase the fitness benefits to be gained from an ability to manipulate the host to aid
thermotolerance.
Acknowledgments
The authors gratefully acknowledge Stephanie Llopis, Herve Amat, Jean-Luc Foulon, Thierry
Fontaine and Fouad Nassur for technical assistance. Additional thanks to Stephanie Llopis and
Charlotte Alford for help with parasitizing aphids. This work was funded by a Marie Curie
Intra-European Fellowship for the project ‘Climland’ (FP7-PEOPLE-2012-IEF-326943)
awarded to L Alford, F Burel and J van Baaren.
Author Contributions
Conceptualization: LA FB JvB.
Formal analysis: LA J-SP.
Funding acquisition: LA FB JvB.
Investigation: LA AA TF.
Methodology: LA FB JvB.
Writing – original draft: LA FB JvB.
Writing – review & editing: LA J-SP FB JvB.
References
1. Feder ME, Hofmann GE (1999) Heat-shock proteins, molecular chaperones, and the stress response:
Evolutionary and ecological physiology. Annu Rev Physiol 61: 243–282. doi: 10.1146/annurev.physiol.
61.1.243 PMID: 10099689
2. Bale JS (2002) Insects and low temperatures: from molecular biology to distributions and abundance.
Philos T Roy Soc B 357: 849–861.
3. Larsen KJ, Lee RE (1994) Cold tolerance including rapid cold-hardening and inoculative freezing of fall
migrant monarch butterflies in Ohio. J Insect Physiol 40: 859–864.
4. Barton M, Porter W, Kearney M (2014) Behavioural thermoregulation and the relative roles of convec-
tion and radiation in a basking butterfly. J Therm Biol 41: 65–71. doi: 10.1016/j.jtherbio.2014.02.004
PMID: 24679974
5. Ward D, Seely MK (1996) Behavioral thermoregulation of six Namib Desert tenebrionid beetle species
(Coleoptera). Ann Entomol Soc Am 89: 442–451.
6. Eggleton P, Belshaw R (1992) Insect parasitoids—an evolutionary overview. Philos T Roy Soc B 337:
1–20.
7. Godfray HCJ. (1994) Parasitoids: Behavioral and Evolutionary Ecology. Princeton, New Jersey,
Princeton University Press, 473 pp.
8. Libersat F, Delago A, Gal R (2009) Manipulation of host behavior by parasitic insects and insect para-
sites. Annu Rev Entomol 54: 189–207. doi: 10.1146/annurev.ento.54.110807.090556 PMID:
19067631
9. Poulin R (1995) ’’Adaptive’’ changes in the behaviour of parasitized animals: A critical review. Int J Para-
sitol 25: 1371–1383. PMID: 8719948
10. Poulin R (2010) Parasite manipulation of host behavior: an update and frequently asked questions. In
Brockmann H J, Roper T J, Naguib M, Wynneedwards K E, Mitani J C, Simmons L W (Eds.) Advances
in the study of behavior, Vol 41.
11. Hart BL (1990) Behavioural adaptaions to pathogens and parasites: five strategies. Neurosci Biobehav
Rev 14: 273–294. PMID: 2234607
Potential Host Manipulation by an Aphid Parasitoid to Enhance Cold Tolerance
PLOS ONE | DOI:10.1371/journal.pone.0168693 December 22, 2016 12 / 14
12. Brodeur J, Mcneil JN (1989) Seasonal microhabitat selection by an endoparasitoid through adaptive
modification of host behavior. Science 244: 226–228. doi: 10.1126/science.244.4901.226 PMID:
17835354
13. Brodeur J, Vet LEM (1994) Usurpation of host behaviour by a parasitic wasp. Anim Behav 48: 187–
192.
14. Reitz SR, Nettles WC (1994) Regulation of Helicoverpa-zea larval behavior by the parasitoid Eucela-
toria-bryani. Entomol Exp Appl 71: 33–39.
15. Hance T, Boivin G (1993) Effect of parasitism by Anaphes sp (Hymenoptera, Mymaridae) on the cold-
hardiness of Listronotus oregonensis (coleoptera, curculionidae) eggs. Can J Zool 71: 759–764.
16. Rivers DB, Lee RE and Denlinger DL (2000). Cold hardiness of the fly pupal parasitoid Nasonia vitripen-
nis is enhanced by its host Sarcophaga crassipalpis. J Insect Physiol 46: 99–106. PMID: 12770263
17. Butts RA (1992) Cold hardiness and its relationship to overwintering of the Russian wheat aphid (Homo-
ptera, Aphididae) in Southern Alberta. J Econ Entomol 85: 1140–1145.
18. Nowierski RM, Fitzgerald BC (2002) Supercooling capacity of Eurasian and North American popula-
tions of parasitoids of the Russian wheat aphid, Diuraphis noxia. BioControl 47: 279–292.
19. Brodeur J, McNeil JN (1992) Host behaviour modification by the endoparasitoid Aphidius nigripes: A
strategy to reduce hyperparasitism. Ecol Entomol 17: 97–104.
20. Seyahooei MA, Kraaijeveld-Smit FJL, Kraaijeveld K, Crooijmans JBM, Van Dooren TJM, Van Alphen
JJM (2009) Closely related parasitoids induce different pupation and foraging responses in Drosophila
larvae. Oikos 118: 1148–1157.
21. Josso C, Moiroux J, Vernon P, Van Baaren J, Van Alphen JJM (2011) Temperature and parasitism by
Asobara tabida (Hymenoptera: Braconidae) influence larval pupation behaviour in two Drosophila spe-
cies. Naturwissenschaften 98: 705–709. doi: 10.1007/s00114-011-0813-0 PMID: 21681419
22. Lagos NA, Fuentes-Contreras E, Bozinovic F, Niemeyer HM (2001) Behavioural thermoregulation in
Acyrthosiphon pisum (Homoptera: Aphididae): the effect of parasitism by Aphidius ervi (Hymenoptera:
Braconidae). J Therm Biol 26: 133–137. PMID: 11163929
23. Ma G and Ma C-S (2012) Climate warming may increase aphids’ dropping probabilities in response to
high temperatures. J Insect Physiol 58: 1456–1462. doi: 10.1016/j.jinsphys.2012.08.012 PMID:
22940260
24. Alford L, Andrade TO, Georges R, Burel F, Van Baaren J (2014) Could behaviour and not physiological
thermal tolerance determine winter survival of aphids in cereal fields? Plos One 9: 12.
25. Losey JE, Denno RF (1998) The escape response of pea aphids to foliar-foraging predators: factors
affecting dropping behaviour. Ecol Entomol 23: 53–61.
26. Montgomery ME and Nault LR (1977) Comparative response of aphids to the alarm pheromone, (E)-b-
farnesene. Entomol Exp Appl 22: 236–242.
27. Le Lann C, Roux O, Serain N, van Alphen JJM, Vernon P, van Baaren J (2011) Thermal tolerance of
sympatric hymenopteran parasitoid species: does it match seasonal activity? Physiol Entomol 36: 21–
28.
28. Andrade TO, Herve´ M, Outreman Y, Krepsi L, van Baaren J (2013) Winter host exploitation influences
fitness traits in a parasitoid. Entomol Exp Appl 147: 167–174.
29. Eoche-Bosy D, Outreman Y, Andrade TO, Krespi L, van Baaren J (2016) Seasonal variations in the
availability of host resources influence foraging strategy in parasitoids. In press Entomol Exp Appl
30. Shirota Y, Carter N, Rabbinge R, Ankersmit GW (1983) Biology of Aphidius rhopalosiphi, a parasitoid of
cereal aphids. Entomol Exp Appl 34: 27–34.
31. Colinet H, Salin C, Boivin G, Hance T (2005) Host age and fitness-related traits in a koinobiont aphid
parasitoid. Ecol Entomol 30: 473–479.
32. He XZ, Wang Q, Teulon DAJ (2011) Host age preference behavior in Aphidius ervi Haliday (Hymenop-
tera: Aphidiidae). J Insect Behav 24: 447–455
33. Van Baaren J, Heterier V, Hance T, Krespi L, Cortesero AM, Poinsot D et al. (2004) Playing the hare or
the tortoise in parasitoids: Could different oviposition strategies have an influence in host partitioning in
two Aphidius species? Ethol Ecol Evol 16: 231–242.
34. Kindlmann P, Dixon AFG. (1989) Developmental constraints in the evolution of reproductive strategies–
telescoping of generations in parthenogenetic aphids. Funct Ecol 3: 531–37.
35. Powell SJ and Bale JS (2008). Intergenerational acclimation in aphid overwintering. Ecol Entomol 33:
95–100.
36. Hazell SP, Groutides C, Neve BP, Blackburn TM, Bale JS (2010) A comparison of low temperature tol-
erance traits between closely related aphids from the tropics, temperate zone, and Arctic. J Insect Phy-
siol 56: 115–122. doi: 10.1016/j.jinsphys.2009.08.020 PMID: 19723528
Potential Host Manipulation by an Aphid Parasitoid to Enhance Cold Tolerance
PLOS ONE | DOI:10.1371/journal.pone.0168693 December 22, 2016 13 / 14
37. Worland MR, Janion C, Treasure AM, Chown SL (2010) Pre-freeze mortality in three species of aphids
from sub-Antarctic Marion Island. J Therm Biol 35: 255–262.
38. Alford L, Blackburn TM, Bale JS (2012) Effect of latitude and acclimation on the lethal temperatures of
the peach-potato aphid Myzus persicae. Agric Forest Entomol 14: 69–79.
39. Sinclair BJ, Coello Alvarado LE, Ferguson L V (2015) An invitation to measure insect cold tolerance:
Methods, approaches, and workflow. J Therm Biol 53: 180–197. doi: 10.1016/j.jtherbio.2015.11.003
PMID: 26590471
40. Sinclair BJ, Chown SL (2006) Rapid cold-hardening in a Karoo beetle, Afrinus sp. Physiol Entomol 31:
98–101.
41. Terblanche JS, Clusella-Trullas S, Deere JA, Chown S L (2008) Thermal tolerance in a south-east Afri-
can population of the tsetse fly Glossina pallidipes (Diptera, Glossinidae): Implications for forecasting
climate change impacts. J Insect Physiol 54: 114–127. doi: 10.1016/j.jinsphys.2007.08.007 PMID:
17889900
42. Powell SJ, Bale JS (2004) Cold shock injury and ecological costs of rapid cold hardening in the grain
aphid Sitobion avenae (Hemiptera: Aphididae). J Insect Physiol 50: 277–284. doi: 10.1016/j.jinsphys.
2004.01.003 PMID: 15081820
43. Powell SJ, Bale JS (2005) Low temperature acclimated populations of the grain aphid Sitobion avenae
retain ability to rapidly cold harden with enhanced fitness. J Exp Biol 208: 2615–2620. doi: 10.1242/jeb.
01685 PMID: 15961747
44. Dixon AFG. (1998) Aphid Ecology: An Optimization Approach, 2nd edn. Chapman and Hall, U.K.
45. Clegg JM, Barlow CA (1982) Escape behaviour of the pea aphid Acyrthosiphon pisum (Harris) in
response to alarm pheromone and vibration. Can J Zoolog 60: 2245–2252
46. Harrington R, Taylor LR (1990) Migration for survival—fine-scale population redistribution in an aphid,
Myzus persicae. J Anim Ecol 59: 1177–1193.
47. Hughes GE, Bale JS, Sterk G (2009) Thermal biology and establishment potential in temperate climates
of the predatory mirid Nesidiocoris tenuis. BioControl 54: 785–795.
48. Hazell SP, Pedersen BP, Worland MR, Blackburn TM, Bale JS (2008) A method for the rapid measure-
ment of thermal tolerance traits in studies of small insects. Physiol Entomol 33: 389–394.
49. Hughes GE, Owen E, Sterk G., Bale JS. (2010) Thermal activity thresholds of the parasitic wasp Lysiph-
lebus testaceipes and its aphid prey: Implications for the efficacy of biological control. Physiol Entomo
35: 373–378.
50. Alford L, Blackburn TM, Bale JS (2012) Effects of acclimation and latitude on the activity thresholds of
the aphid Myzus persicae in Europe. J Appl Entomol 135: 332–346.
51. McAllister MK, Roitberg BD (1987). Adaptive suicidal behaviour in pea aphids. Nature 328: 797–799.
52. Alleyne M, Beckage NE (1997) Parasitism-induced effects on host growth and metabolic efficiency in
tobacco hornworm larvae parasitized by Cotesia congregata. J Insect Physiol 43: 407–424. PMID:
12769902
53. Digilio MC, Isidoro N, Tremblay E, Pennacchio F (2000) Host castration by Aphidius ervi venom pro-
teins. J Insect Physiol 46: 1041–1050. PMID: 10802117
54. Beckage NE, Gelman DB (2004) Wasp parasitoid disruption of host development: Implications for new
biologically based strategies for insect control. Annu Rev Entomol 49: 299–330. doi: 10.1146/annurev.
ento.49.061802.123324 PMID: 14651466
55. Sunday JM, Bates AE, Kearney MR, Colwell RK, Dulvy NK, Longino JT et al. (2014) Thermal-safety
margins and the necessity of thermoregulatory behavior across latitude and elevation. P Natl Acad Sci
USA 111: 5610–5615.
Potential Host Manipulation by an Aphid Parasitoid to Enhance Cold Tolerance
PLOS ONE | DOI:10.1371/journal.pone.0168693 December 22, 2016 14 / 14
